in situ hybridization histochemistry, corticotropin-releasing hormone gene expression is first detectable in the parvocellular portion of the rat paraventricular nucleus on the 17th fetal day. The prevalence of messenger RNA for corticotropin releasing hormone decreases perinatally, specifically between the 19th and 21st fetal days. By the 4th postnatal day, CRH gene expression is similar to that of the adult rat. Somatostatin messenger-RNA is detectable on the 14th fetal day in the periventricular nucieus. No perinatal hiatus in somatostatin gene expression is evident.
Corticotropin releasing hormone (CRH), synthesized in the hypothalamic paraventricular nucleus (PVN), mediates the release of adrenocorticotropic hormone (ACTH) and corticosteroids in response to stressful stimuli, as part of the brain-pituitary-adrenal axis.'* During the perinatal period in the rat, i.e. the stress non-responsive period, little perturbation of hormonal levels occurs in response to noxious events.' The relationship between the regulation of CRH gene expression during late fetal and perinatal periods, and the onset of the stress-non-responsive-period has not been elucidated. This study explores the ontogeny of CRH messenger ribonucleic acid (CRHmRNA) in the rat diencephalon, in ~mpa~son to that of an unrelated neuropeptide, ~matostatin.
EXPERIMENTAL PROCEDURES

Tissue Preparation
Time-pregnant Sprague-Dawley derived rats were obtained from Zivic-Miller (Zelienople, PA) at least two days prior to sacrifice. Rats were kept on a 12 hour light/dark cycle (lights on 7 a.m.-7 p.m.), and given access to unlimited lab chow and water. Pregnancy was dated by the presence of a vaginal plug (day 0). Gestation in these rats lasts for 21 days. Fetal brains were obtained daily starting on the 14th fetal day, and on postnatal days 1,4,19 and 100. Brains were obtained between 8:30 and 9:30 a.m. Prenatally, pregnant rats were anesthetized with COz, fetuses were quickly dissected and heads were removed onto powdered dry ice. Postnatally, pups were decapitated, and brains removed onto dry ice. Brains were stored at -80°C.
Brains were cut into 20 micron coronal slices in a cryostat (IEC, MA) and mounted on gelatincoated slides. Brain regions were identified by established landmarks.2v'0 Sequential sections were cut from the anterior commissure/septum through the caudal hypothalamus.
Hybridization histochemistry
Prior to in situ hybridization (ISH), slices were brought to room temperature, air-dried and fixed for 20 minutes in fresh 4% buffered PBS-paraformaldehyde.
Sections were dehydrated through increasing ethanol concentrations, rehydrated, exposed for 8 minutes to 0.5% acetic anhydride -0.1 M triethanolamine (pH = 8), then dehydrated through 100% ethanol.
ISH was modified from Young et al. ,I3 as previously described.3 Briefly, prehybridization for one hour in hybridization buffer (0.2 ml/slice) was followed by a 20 hour ISH at 37°C. Hybridization buffer consisted of: 50% formamide, 4 x SSC (1 x SSC is 0.15 M NaCl in 0,015 M sodium citrate, pH = 7), 0.5 gm/ml sheared, single-stranded salmon sperm DNA, 25 mcg/ml yeast tRNA, tAuthor to whom correspondence should be addressed: Div. Neurology, CHLA, P.O. Box 54700, Los Angeles, CA, 90054-0700, U.S.A.
Abbreviation: ACTH, adrenocorticotropic hormone; CRH, corticotropin releasing hormone; ISH, in situ hybridization; mRNA, messenger ri~nucleic acid; PVN, paravent~cular nucleus; SCA. subcortical area.
